INTRODUCTION
This protocol describes the histological preparation of embryonic and adult zebrafish eyes. The methods described here can be easily adapted for use on other zebrafish tissues.
RELATED INFORMATION
These methods have been employed in studies on morphological development of the zebrafish retina (Branchek and Bremiller 1984, Schmitt and Dowling 1999) . ii. To fix larval fish, place the entire fish in a 1.5-mL microcentrifuge tube containing fixation solution. Fix overnight at 4°C or at room temperature for 4-6 h. 2. Remove the fixation solution and wash the fixed samples in 0.01 M PBS:
MATERIALS
i. Wash adult samples three times for 15 min per wash.
ii. Wash larval samples three times for 5 min per wash.
3. Fix the samples in 1% osmium tetroxide at 4°C: 6/3/08 4:18 PM 
Care should be taken with propylene oxide as it is highly volatile; propylene oxide incubations and the subsequent steps should be performed in a hood until the samples are in embedding resin and transferred to an incubator (Step 9). Thaw embedding resin during the second propylene oxide incubation. The resin is highly toxic until it has polymerized. If possible, devote specific pieces of equipment to resin-related work (i.e., 60°C incubator, heating/stirring block, stereomicroscope).
6. Carefully mix equal amounts of embedding resin and 100% propylene oxide in a 15-mL conical tube. Begin resin infiltration with 50% propylene oxide and 50% resin for 1 h or longer.
Samples may be left for 5-6 h.
7. Remove the 50/50 embedding resin/propylene oxide mix and add 100% embedding resin to the samples. Leave the samples overnight at room temperature in the hood with caps open, to allow for propylene oxide evaporation.
8. The next day, remove the samples and place them in fresh embedding resin in an embedding mold. Under a stereomicroscope, align the samples using a small needle:
i. Place one to five embryos at the end of a single well, dorsal side up, and align as closely as possible to each other (Fig. 1A ) .
View larger version (51K):
[in this window] [in a new window] ii. Place a single adult eye, lens side up, in a well (Fig. 1B) .
It is helpful to place a small piece of paper with an identifying name or code into each well before adding the resin and samples.
9. Bake in a 60°C oven for 2-3 d. Baking time depends on the batch of resin. Once the resin has polymerized, the blocks can be stored indefinitely at room temperature until ready for sectioning.
Sectioning
10. Trim the block with a razor by cutting excessive plastic (polymerized resin) away from the samples.
Align the specimen in the microtome block holder to provide the correct sectioning angle.
11. Using a glass knife and microtome, cut thick sections (5-10 µm) until the desired location or depth is reached. To determine location, check the sections often using a light microscope.
12. Cut semithin histological sections, 1-1.5-µm thick. Using a wooden spatula (the shaved end of an applicator tip), collect the sections and place them on a droplet of H 2 O on a gelatin-coated slide.
13. Place the slide on a heating block to evaporate the H 2 O droplet and allow the specimen to adhere to the slide. 18. Image on a light microscope (Fig. 2 , Fig. 3 Anyone using the procedures outlined in these protocols does so at their own risk. Cold Spring Harbor Laboratory makes no representations or warranties with respect to the material set forth in these protocols and has no liability in connection with their use. All materials used in these protocols, but not limited to those highlighted with the Warning icon, may be considered hazardous and should be used with caution. For a full listing of cautions, click here.
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